
DIRECT I O N S  FOR CULTU13 I Kc1- ?LA SMA 
. -  

I, ROUTlNE TO BE FOLLOWED I N - E A C H  OF T 3 E  LABORATORIES OF 
THE COOPERATING HOSPITALS, 

When p la sma  has b e e n  removed from 8 - 12  r e c i p l e n t  b o t t l e s ,  

( d e p e n d l n g  upon 

i s  

t h e  

VI i t  hdrawn i n t o  a 

s i z e  o f  

s t e r i l e  

t h.e p o o l i n g  flask), 1Occ. of 

p i p e t t e  f o r  cu.1 tur e. 

e a c h  p o o l  

A. A e r o b i c  c u l t u r e s :  .- 

5 cc.  o f  t h e  p l a sma  from e a c h  p o o l  i s  i n o c u l a t e d  i n t o  a n  
8x1 i n c h  t u b e  c o n t a i n i n g  35 C C .  of a m o d i f i e d  Holmants 
0.2% d e x t r o s e  cooked  meat  medium. T h i s  medium i s  p r e -  
p a r e d  f o l l o w s :  as 

S t i r  1 lb .  of v e r y  f r e s h  l e a n  chopped b e e f  h e a p t  i n t o  
1 l i t r e  of' w a t e r  ( d i s t i l l c c 1  rli7eferrec1). T h i s  i n f u s l o n  
s houlrl be l e f t  in o v e r n i q h t ,  

B o i l  v i g o r o u s l y  f o r  1 E  m i n u t e s .  
c l o t h -  and  r e s t o r e  t o  o r i_ ,q i cn l  vol-uiw with cl i s t i l l e d  

S t r a L n  t h r o u c h  c h e e s e  
-. 

w a t e r .  

- 1% (10 grams) 
0.5% ( 5 grams) 

Add I icopeptone  ( D i f c o )  

a n d  s t i r  u n t i l  d i s s o l v e d ,  
TJaC 1 

E o i l  foi2 20 m i n u t e s ,  I?E:jtol'C t o  o r i q - f n a l  volume wi th  
c l i s t i i l c d  water, filter 's;:?i-oi~& papc:- u n t i l .  c l e a r ,  
Add 0.Z$ d e x t r o s e .  

Thc choppcc! c o o k e d  mmt i s  vmshcc? ir, s t r a i n e r  u n d e r  run- 
n i n e  -bll.liatci* t o  rer3ovc fine partlclcs, a l l o w c d  t o  d r a i n ,  
and  e x c e s s  water>  squcczcd out .  

The cooked  meat neciiurn i s  t o  ix c1is':rfbuted i n t o  t u b c s ,  
8" 1" , f i l l e d  ' ful.1. w i t h  cooked mcat ,  and a t  1 c 3 s t  
35cc.  o f  broth adrled. 

T U ~ L Y  are a u t o c l a v e d - a t  15  lbs, piqez:;ure f o r  30 mfnu tes .  
I+'inal- pH should be 7,4 t o  7.6. 

E. Anaci?obic c u l t u r e s  P _- 
~ C C ,  of t h c  p l a sma  from t h c  p o o l  i s  i n c u b a t e d  i n t o  an 
C" x 1" tu1;3c: cQ1; ta in ing  /l_i)ccs, ~ i - c w c ~ ~ s  d e x t r o s e  
T h i o $ y c o l a t c  mcc!ium (A.?'.!i. 115:598, Auqist 24, 1940). 
This mcdium ?ray bc procumcl  f.i.0-n t h c  B a l t i m o r e  B i o l o g i c a l  
L a b o - m t o r i c s  i n  B a l t i m o r z ,  )?de It c o n t a i n s :  

?ark I n f u s i o n  solids ( f r o m  37.5 p s .  p o r k )  1;0< 
?e p t one - T h i  o L O $  
Doxt :- os e L O 5  
ITa C 1 0,  5')' 



S o d i u x  T h i o g l y c o l a t e  
Agar 
K c t h y l e n c  3 l u e  (1: 500,000) 

D i s s o l v c  3.65 grams i n  lOOcc, of  d i s t i l l e d  m t c r .  ]-Seat 
u n t i l  the s o l - u t i o n  b o i l s  an:! a l l o w  t o  b o i l  a b o u t  onc 
minute .  A u t o c l a v e  20 mi.nutcs  a t  12O*C, 4Occ. t o  c a c h  
tube. Do n o t  s t o r c  t h e  powder i n  t h e  r c f r i g x a t o r  . 
b c c a u s c  t k i s  c lecrcaocs thc  d u r a t i o n  of' a n a c r o h i o s i s .  

B o t h  tubr,s a ~ c  t o  b:, inocula tccd  c.t 37.C f o r  t w o  v~ccizs. 

F x a m i n a t i o n  o f  stnnclarci  p r e p m a t t o n s  o f  t h c c c  tubcs arc t o  bc 

ma$c a f t c r  3 ,  7 an$ IJ- d ~ y - s .  Tf T.iclctc?ia 3 i - C  s - c n  on s t n i n z d  

pmcpx:-at ion,  t r a n z f u s i o n s  OT 0,ljcc. arc t o  b c  mnctc 

t o  f r c s h  0.2$ 61cYt:'osc cooked  incat r icdia.  

an?  0 . 2 ~ ~ .  i s  t o  b e  t i 3 a n s f c r r c d  t c ,  crick o f  ~ V J O  b l o o d  agar  p l a t c s ,  

onc Cor a c r o b i c  I i icubnt ior !  ~ n c i  t l z c ,  g t h c r  T o r  m n e r o b i c  i n c u b a t i o n .  

( txbcs  G" x 5/8"), 

Thc organism sl?oulc! t h e n  11:: i d e n t  i f i c c i ,  

I f  a t  t h c  cnc! of' 72 hours  all cul- turcs  f r o m  c a c h  pool ape 

n c g a t l v c ,  t h e n  t h a t  --,ool ~ . n y  Sc- c?isponseci i n t o  f i n a l  c o n t a i n e r s .  

I f  t h e  7-day ox' 1 4 - f i . ~ ~ y  exnm. l r?n t i  gi?. S'?OVJS i:-Tide:?ce of  con tamina -  

t 5 . m  not found a t  7 2  hou.!?s, t h i s  c l i o u l d  9,: r i ;Dor tec i  t o  Dr, Fyank 

X c l c n c y f  B l a b o m t o r y  a t  the, P r e s b y t c r h n  I iospf ' ia l .  OtherwTse it 

w i l l  b c  assumed t h ? t  t k  p o o l  wa:r f r c z  f'yor!; c o n t a m i n a t i o n .  

I T  t l i c  72-hour  cxax inF . t ion  of  thee p o o l  sbo:-is a c o n t a m i n a n t  

i n  hot11 tubcs, t h c  pool i s  imric-dintcly di-scaxlcd. If t h e r e  is 

11, 

f 3? o:i? 

pool 



- 3- 

1-10,000 m e r t h i o l a t c  i n  t h c  S i n a l  plasma=saline mixture, Thc 

s n f c s t  way t o  b c  sure  o f  t h c  r i g h t  p r o p o r t i o n  i s  t o  arid 4Occs. 

o f  a f r e s h l y  p r c p a r e d  14 r o l u t i o n  t o  e a c h  p o o l i n g  f l a s k  c o n t a i n -  

i n g  2000ccs.  of' plasma, A z i r i p l e r  mcthocl i s  t o  add  10ccs. of a 

44 s o l u t i o n  of m c r t h i o l a t c  t o  e s c h  200Occs. p o q l i n g  flzis1.i 

It has bccn s u g g c s t c d  t ha t  t h c  m e r t h i o l a t e  poacler b e  rtddcd 

t o  s t c r i l c  d i s t i l l c d  w x t c r  i n d  S u f f c r e d  b y  m n n s  o f  c h c n l i c a l l y  

p u r c  sodfum b o r a t e  I n  t h c  T n t i o  of 1 w. m e r t h i o l p L t c  t o  1.4 gm, 

soc7ium b o r a t e  p c r  lOOcc, d1s 'c ; i l lcd m t c r .  O r ,  i n  c a s 2  of t h c  

s t r o n y c r  s o l u t i o n ,  4 gin. m c r t h i o l n t c  t o  5.6 gm, of socliurv b o r a t e  

pn r  1OOcc. d i s t i l l c d  tva tc r ,  

Such  p o o l s  a r c  t h c n  s c t  a s i d e  i n  t k c  r c f r l g z r a t o r  u n t i l  t h c  

72-hour c u l t u r e  repor:s z r c  rc.turncc1, 

n c g z t i v r ,  t h c n  c a c h  pool  niny b c  d ispcnacc i  i n t o  t h e  fin21 con-  

t a j n c r s .  E3ch Tlnsravac c o n t a i n s  500 cc. p h y s i o l o ~ i c ~ l  s a l i n c ,  

Tf tkczc r c - p o ~ t s  m e  



b a c t c r i o s t a t i c  z c t i o n  of t h e  m c r t h i o l c t c .  

o f  thc c e n t r a l  l a b o r a t o r y ,  a n d  does n o t  a f f e c t  t h e  r o u t i n c  i n  

T h i s  i s  t h c  p rob lcm 

t h c  i n d l v i d u a l  h o a p i t c l  l a b o r z t o r i c s  a t  th i s  t ime ,  The nminoniwn 

s u l p h i d e  p roccdurc  for n c u t r a l i z i n , p  r n c r t h i o l a t c  is t o  bc c n t i r c -  

1y d i s c n r d c d ,  

In r r d e r  t o  ad.6 2. f n c t o r  oI' aa-f'cty s n r l  t ?  c m c :  w i t h i n  t hc  


